Retinoids, the common term for vitamin A metabolites, play important roles in development and cellular differentiation. Retinoid X receptors (RXRs) consist of a family of 3 nuclear receptor isoforms (␣, ␤, and ␥) activated by 9-cis-retinoic acid (9cRA), 1-3 which act as transcription factors as either homodimers or the binding partner for at least one fourth of all the known human nuclear receptors. 4,5 RXR isoforms have a distinct tissue distribution, RXR␣ being expressed in many tissues but particularly high in the liver, kidney, and skin; RXR␤ is widespread, whereas RXR␥ appears restricted to skeletal muscle and the heart. 6, 7 Platelets are widely understood to play critical roles in thrombosis, hemorrhage, inflammation, host defense, and tumor growth and metastasis. 8, 9 Although platelets are anucleated cell fragments, recent reports by us and others show that platelets express the steroid/nuclear receptors, peroxisome proliferatoractivated receptor PPAR␥, 10 PPAR␤/␦, 11 and the glucocorticoid receptor. 12 Activation of these receptors by their ligands inhibits platelet activation; however, no mechanisms have been described that can account for these rapid nongenomic actions of these nuclear receptors.
Introduction
Retinoids, the common term for vitamin A metabolites, play important roles in development and cellular differentiation. Retinoid X receptors (RXRs) consist of a family of 3 nuclear receptor isoforms (␣, ␤, and ␥) activated by 9-cis-retinoic acid (9cRA), [1] [2] [3] which act as transcription factors as either homodimers or the binding partner for at least one fourth of all the known human nuclear receptors. 4, 5 RXR isoforms have a distinct tissue distribution, RXR␣ being expressed in many tissues but particularly high in the liver, kidney, and skin; RXR␤ is widespread, whereas RXR␥ appears restricted to skeletal muscle and the heart. 6, 7 Platelets are widely understood to play critical roles in thrombosis, hemorrhage, inflammation, host defense, and tumor growth and metastasis. 8, 9 Although platelets are anucleated cell fragments, recent reports by us and others show that platelets express the steroid/nuclear receptors, peroxisome proliferatoractivated receptor PPAR␥, 10 PPAR␤/␦, 11 and the glucocorticoid receptor. 12 Activation of these receptors by their ligands inhibits platelet activation; however, no mechanisms have been described that can account for these rapid nongenomic actions of these nuclear receptors.
Materials and methods
Experiments with healthy volunteers were approved by the local research ethics committee (East London and City Health Authority).
Human platelet-rich plasma (PRP) and washed platelet preparations, aggregation, 12 and intracellular calcium 13 studies were as previously described. Meg-0 and HEK293 cells were from the European Collection of Cell Cultures (ECACC; Salisbury, United Kingdom). Human umbilical vein endothelial cells (HUVECs) were from PromoCell (Heidelberg, Germany), and cultured according to standard protocols. Membrane and cytosolic fractions were isolated using the QProteome cell fractionation kit (Qiagen; Crawley, United Kingdom). Western blot analysis and immunoprecipitation studies were carried out as previously described. 14 Normal rabbit IgG and antibodies for RXR␣, Gq, and Gi/o/t/z/gust were from Santa Cruz Biotechnology (San Diego, CA); PPAR␥ was from Biomol (Affinity Research Products, Exeter, United Kingdom); and RXR␤ and RXR␥ were from Abcam (Cambridge, United Kingdom). TXA 2 release was measured by radioimmunoassay of its stable hydrolysis product TXB 2 . 14 The Rac activation assay was performed according to the manufacturer's instructions (Upstate Biotechnology, Dundee, United Kingdom). Samples for Rac assays were incubated within the aggregometer, as in standard aggregation assays. Statistical analysis was performed using Prism 3.0.3 software (GraphPad, San Diego, CA). Image analysis was performed using ImageJ 1.32j software (W. S. Rasband, ImageJ, US National Institutes of Health, Bethesda, MD; http://rsb.info.nih.gov/ij/, 1997-2005).
Results and discussion
Our positive control HUVECs contain RXR␣, RXR␤, and RXR␥. RXR␣ and RXR␤ but not RXR␥ are detected in freshly isolated human PRP, washed platelets, and the megakaryocyte cell line Meg-01 ( Figure 1A ). In platelets RXR␣ and RXR␤ are present both in cytosolic and membrane fractions ( Figures 1A and S1 , available on the Blood website; see the Supplemental Materials link at the top of the online article). Despite the lack of nucleus, RXR ligands, 9cRA (Figure 1B-C), [1] [2] [3] and the chemically distinct methoprene acid 15 inhibit platelet aggregation to ADP ( Figure 1C ). 
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In contrast, all-trans-retinoic acid, which is an isomer of 9cRA but not an activator of RXR, has no effect on platelet aggregation ( Figure 1C ). RXR ligands inhibit both the initial ADP receptormediated aggregation and the secondary phase sustained by the positive feedback of additional ADP and TXA 2 produced by the activated platelets ( Figures 1B and S1 ). Therefore, RXR is pharmacologically active in platelets and not just a cytoplasmic remnant of the megakaryocyte.
Any effects of RXR within 3 minutes must be via rapid protein-protein interactions. PPAR␥ does coimmunoprecipitate with RXR but does not mediate the inhibitory effect of 9cRA ( Figure S2 ). Similar to ADP, 9cRA completely inhibits platelet aggregation induced by the TXA 2 mimetic U46619 ( Figure 1B,D) . In contrast, 9cRA only weakly inhibits the secretory phase of aggregation induced by collagen ( Figure 1B,D) . Similarly, 9cRA strongly inhibits TXA 2 release from the platelets stimulated by ADP, but only affects TXA 2 stimulated by collagen at the highest concentration used (20 M; Figure 1E ). Collagen induces platelet aggregation through its GPVI receptor, linked to the PLC␥. 9, 10, 16 In contrast, ADP and TXA 2 receptors in platelets link predominantly to Gq and Gi, and Gq/G 12/13 G proteins. 9, 10, 16 Because 9cRA similarly blocks ADP-and TXA 2 -mediated platelet aggregation, our pharmacologic analysis suggests that 9cRA preferentially inhibits G protein-linked pathways.
The small GTPase Rac is activated in the early stages of platelet stimulation. Rac is Gq-dependent, being absent in Gq-deficient mice. 17 Independent of Rac, downstream of Gq, Ca 2ϩ is released from intracellular stores. The TXA 2 mimetic U46619 rapidly activates Rac after 30 seconds. A 3-minute pretreatment with 9cRA inhibits Rac activation induced by U46619 ( Figure 2A) ; 9cRA alone has no effect. Similarly, U46619-induced Ca 2ϩ release was inhibited by 9cRA in washed platelets. For RXR to mediate these effects, 9cRA must induce rapid protein-protein changes in the Gq-signaling cascade.
Many of the proteins that interact with nuclear receptors as coactivators contain a common LXXLL motif. 6, 18 Analysis of human Gq surprisingly indicated that it contains a single LXXLL motif in its n-terminal region (Table S1 ). Furthermore, unlike other G proteins, the whole Gq family (Gq, G 11 , G 14 , G 15 , and G 16 ) contains this conserved LKLLL sequence (Table S1 ). Analysis of Gq-RXR by coimmunoprecipitation revealed that Gq /11 and RXR associate together under unstimulated conditions both in platelets ( Figure 2C -E) and in HEK293 cells transfected with human Gq and RXR␣ ( Figure S2 ). When stimulated with 9cRA for 3 minutes, the amounts of Gq /11 and RXR coimmunoprecipitating significantly increase ( Figure 2C-E) . In contrast, using an antibody that recognizes a variety of G proteins (Gi/o/t/z/gust), none of which contain an LXXLL motif and of which at least Gi and Gz are expressed in platelets, we found a weak association of proteins of the characteristic G-protein molecular weight of approximately 40 kDa with RXR under basal conditions, in some but not all experiments ( Figure S3) ; however, no increase was observed in the presence of 9cRA ( Figure 2E ). We therefore propose this Gq-RXR-binding event induced by 9cRA, probably using the LXXLL motif, sequesters Gq, preventing its subsequent use in the activation of Rac and aggregation-dependent signaling pathways within the platelet.
RXR ligands are currently used topically for the treatment of cutaneous T-cell lymphoma and Kaposi sarcoma and show some efficacy at reducing the progression of atherosclerosis in apoE knockout mice. 19 Because platelets play an important role in the pathogenesis of cancer and cardiovascular disease, 8, 9 our findings that RXR ligands inhibit platelet activation may help to explain the efficacy of these ligands. Although, the inhibition of platelet activation compared to agents such as prostacyclin is weak, the effects we see with 9cRA are of a similar order and potency to those of 10-M aspirin ( Figure S2 ). Because it contains no nucleus, we propose that the platelet is an excellent human experimental model system to study nuclear receptor protein-protein interactions. In addition, to PPAR␥, 10 PPAR␤/␦, 11 the glucocorticoid receptor, 12 and RXRs reported here we also find that PPAR␣ and farnesoid X receptor (L.A.M. and D.B.-B., unpublished observations, March 2005) are also expressed in platelets, though as yet full mechanistic analysis of these receptors has not been performed. Functional, rapid nongenomic effects involving acute signaling pathways have been described for many nuclear receptor ligands, 20, 21 though as yet no clear mechanisms exist linking nuclear receptors to these events. The Gq family of signaling intermediates regulates many aspects of cellular signaling, homeostasis, and development. 22 Our results show a functional cross-talk between RXR and Gq in platelets. The Gq family may therefore represent a novel family of nuclear receptor coregulators whose interactions with nuclear receptors can explain nongenomic signaling. BLOOD, 1 MAY 2007 ⅐ VOLUME 109, NUMBER 9 only.
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